Acute stress of handling before sacrifice induces increased serum corticosterone levels. At the endpoint of the experiment, the order of animal sacrifice was recorded and serum samples were taken for later measurement of corticosterone concentration. In several instances, we found that, within a cage, animals sacrificed first had lower levels of serum corticosterone than subsequent animals (A-D). 10-15 min elapsed between sample collection for first and fifth animals per cage. Serum corticosterone levels of animals from Cntl (A), Calm (B), Cntl Ex (C), Calm Ex (D), in the order they were sacrificed, demonstrate the similarly broad range of handling-associated acute stress responses between groups.
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